
 
Supplemental Figure 1. Analysis of thermostability, Related to Figure 1. (A) and temperature sensitivity (B) of 

WT and N154Q viruses in Vero cells.  (A) Thermostability analysis.  WT and N154Q virus were pre-incubated at 

37°C or 40°C for 30 min or 60 min. After incubation, viral titers in each sample were determined by plaque assay.  

The viral activity was calculated by normalizing the viral titers of treatment groups to those of untreated groups.  A 

one-way ANOVA test was performed to analyze the statistical differences between each treatment group and 

corresponding un-treated group.  (B) Temperature sensitivity analysis.  For each virus, viral titers determined using 

standard plaque assay on two sets of WT or N154Q virus-infected Vero cells.  Sets were incubated for 4 days at 37°C 

or 40°C, respectively.  The average results of three experiments with standard deviations are presented.  

 
  



Supplemental Experimental Procedures 

Virus thermostability assay.  Equal amounts (2x105 PFU/ml) of WT or N154Q diluted in 2% FBS 

DMEM were pre-incubating at 37°C or 40°C for 30 min or 60 min.  After incubation, viral titers in each sample 

were determined by plaque assay.  We calculated the relative infectivity by normalizing the viral titers of treatment 

groups to those of untreated groups (Xie et al. 2017). 

Virus thermo sensitivity assay.  Temperature sensitivity of each virus was determined using standard 

plaque assay on two sets of ZIKV WT or ZIKV E mutant virus-infected Vero cells.  Sets were incubated for 4 days 

at 37°C or 40°C, respectively.  The temperature sensitivity was calculated as followed: TS=log10PFU at 37 ºC - 

log10PFU at 40 ºC (Whiteman et al. 2011).  
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